In this paper an attempt has been made to highlight the physicochemical study of methnolic extract of leaves of Tilkor carried out by soxhlet extraction process, phytochemical analysis of the extract, separations, isolation of bioactive components through Thin Layer Chromatography (TLC) as well as column chromatography respectively and characterisation of isolated compound by the means of several spectral analysis such as 1 H NMR, 13 C NMR, IR, U.V. Mass spectroscopy. The methanolic extract of leaves of the plant (in tropical conditions of Mithilanchal, Bihar, India) reveal the presence of phytochemicals like alkaloids, flavanoids, tannins, saponins, cardiac glycosides, steroids, terpenoids etc. The secondary metaboilities showed antimicrobial activity. The two isolated compounds were characterised by spectroscopic techniques which revealed the structure of compound A as -stigmosterol and compound B as tritriaconatane and is also found to have antimicrobial activity.
INTROdUCTION
Dependence on plants for the essential such as food, clothes & shelter has been of paramount importance in man's life since the human race began. And a time came when people learnt to use plants to cure diseases and relieve physical suffering. After that some plants were appreciated for the herbal treatment as well as major source of new medicine 1 . These are called medicinal plants.
Further various investigation have been carried out to identify and characterise the high value bioactive components present in medicinal plants [2] [3] [4] [5] [6] [7] .
Monoradica monadelpha (Tilkor) is well known plant of Mithilanchal, Bihar (India) having high nutritive and medicinal value . In Mithila it is used for making several dishes. It grows in all parts of India, Tropical Australia, Fiji and throughout the oriental countries. All parts of this plant posses specific medicinal importance and therefore it must contain various high value bioactive components. Its leaves is considered to have antidiabetic character and its paste used in treatment of skin diseases, osteoarthritis and joint paints. Fruit is used for the treatment of liver problem and are anti anaphylactic. Flowers are good anti oxidant, stems are anti-hyperglycemic agent and roots are used as health tonic.
So Its chemical standarisation seems essential to identify the chemical constituents. The present Investigation was therefore taken up for the physico-chemical study of the methenolic extract of the leaves of this region, their phytochemical analysis, isolation of the components present using T. L. C. & column chromatography and their characterization using various spectroscopic method and study of antimicrobial activities.
MATERIALS & METHOdS

Chemicals and instruments
All Analytical grade solvents and chemicals were used without any purification (Methanol, Silica gel, Calcium sulphate, n-hexane, chloroform, ethyl acetate, petroleum ether, acetone, ethanol, Trimethyl silliane, Argon, D 2 O, Liquid Na, Chromium (III), acetyl acetone). A soxhelt extractor is used for the extraction of plant material and separation of its components as well as their isolation were carried out by thin layer chromatography and column chromatography respectively. IR, UV, Mass, 1 H NMR and 13 C NMR Spectrometer were used for the characterization of chemical constitutents.
Plant material
The leaves of plant momoradica monadelpha [Tilkor] were collected from medicinal plant garden of Shri Himanshu Shekhar Mallik (at Jale ) 40 km away from district Darbhanga, Bihar, India. 
Preparation of plant extract (Soxhlet extraction)
Fresh leaves of Tilkor Momoradica monadelpha] were washed with distilled water. Then it was fully air dried and after it shade dried at room temperature. The dried leaves was then cut and grinded till it get powdered finely. 
Phytochemical Screening
Preliminary Qualitative and quantative Phyto chemical Screening for the presence of various phytochemicals such as alkaloid, glycoside, phenol flavanoid, saponins, tannins, reducing sugar etc. was carried out by the separated protocol [9] [10] [11] .
Separation and Isolation
Separation of components from the obtained extract of plant materials were done by "Thin layer Chromatography" (T. L. C.) and isolation of components was done by column chromotography. T. L. C. was performed on a glass plate of silica gel. This layer of absorbent used as stationary phase and solvent used is known as mobile phase.
Characterization
The isolated components have been characterised by several spectral analysis viz -UV, IR, Mass, 1 H NMR and 13 C NMR spectroscopy.
Antimicrobial Assay
Antimicrobial activity in Methanolic extract of plant sample was determined by agar well diffusion method (NCCL B, 1995) . For the growth of bacterial strain natural agar was used while potato dextrose agar was used for the growth of fungi. In the process, plant extract disolved in DMSO at concentration of 15, 30, 60, 120 mg/ml.
The reference antibiotic 25 mg/ml concentrated solution of cephaximin were prepared for each bacterial & fungal strain.
EXPERIMENTAL
Physicochemical Parameter
Calibrated digital pH meter was used to determine the pH of 5% and 20% methanolic extract through standard method [14] [15] . Rest all the parameters are being calculated by standard method.
Phytochemical screening
Phytochemical screening of the plant sample was done by the means of standard experimental tests 12 .
Extraction
The methanolic extract of fine by powdered dried leaf of Tilkor was prepared by soxhlet extractor using methanol as solvent (by standard method).
Separation & Isolation: Thin Layer Chromatography (TLC) and Column Chromatography
Methnolic plant extract was taken in a beaker (250 mL) and stirred well for 5 hours. Then the solution was filtered and evaporated using Rotory Evaporator. The residue was dissolved in 10 mL of methanol and the extract(10 L) was spotted on TLC plate and the colour of spots were recorded. Silica gel -GF 024 391 was used as absorbent. T. L. C. fingerprint profile was developed by using methanol. The column was then eluted successfully with n -hexane and chloroform respectively through column chromatography and hence component were isolated.
Characterisation
Characterisation of isolated compound was done by using following spectroscopic techniques U.V. Spectroscopy of sample was done by integrating an optical microscope with U.V. optics, monochromator, white light sources and a sensitive detector.
I R spectrum of sample was recorded by passing a beam of infrared light. The amount of light absorbed at each frequency or wave length was measured by the examination of the transmitted light.
The mass fragmentation of the sample was examined by a mass analyzer and detector. The value of indicator quantity was measured by detector and thus provides the necessary data for the calculation of each quantity present. 1 H NMR spectra of sample was recorded in methanol solution and D 2 O solvent. TMS was used as reference and chemical shift value for different H -atom was determined. 
RESULTS & dISCUSSION
The Physico-chemical analysis's of sample of leaves of momoradica monadelpha is given in Table1. 
Phytochemical screening
Phytochemical screening of methanolic extract of leaf of the plant is given in Table 2 . Thin Layer Chromatography (TLC) and Column Chromatography TLC finger print profile was developed by using methanol chloroform & n -hexane solvent in the ratio 0.5:3:4.5 (v/v/v). Six spots were observed ( Fig.1) under UV (of 366nm) light when visualized by using vanillin sulphuric acid. Out of the six, two compounds were isolated successfully through the elution with n -hexane and chloroform through column chromatography and were named as compound (A) & compound (B) respectively. 
I R Spectroscopy
The obser ved absor ption bands of compound A on subjection to IR spectroscopic analysis are given in the Table 3 . 
Mass spectroscopy
Mass spectrum of compound B showed parent molecular ion 
IR. Spectroscopy
The absorbed absorption band of compound (B) upon subjection to IR spectrometer are given. IR (kBR) n max (cm 
Porphyromonas gingivalis --------13.2 15.3 13.0
Prevotella intermedia Aggregatibacter actinomycetemcomitans
Staphylococcus aureus
Shigella shigella Porphyromonas gingivalis
Fig. 2. The pictures of incubated palates and micro-organism are given dISCUSSION
Results obtain from of Physicochemical studies of leave sample of plant to determine the moisture content total ash, acid insoluble ash, water soluble ash water soluble extractives and alcohol soluble extractives along with pH of 5% and 20% solution of methanolic extract of plant leaves were given in Table 1 . The pH of 5% solution is greater (7.27 ) in comparison to pH of 20% solution (6.95).
However the % of water soluble ash is greater (4.95) in comparision to acid insoluble ash (1.05%). Among water and alcohol soluble extractives alcohol soluble extractive is greater (75%) than water soluble extractive (6.70%) Phytochemical screening of plant extract carried out with the help of several chemical tests to determine the phytochemicals present in the extract, shows the presence of alkaloids saponins tannins, steroid, cardiac glycosides, terpenoids and flavonoids. Out of which alkaloids and flavonoid showed higher degree of precipitation (+++), saponins, tannins, steroid and Terpenoid showed moderate degree of precipitation (++) and cardiac glycoside showed lesser degree of precipitation (+).
Separation and isolation of the plant extract using thin layer chromatography by described method and visualised under U.V. showed six spots out of which two are successfully eluted by n -hexane and chloroform and isolated through column chromatography which are named as compound (A) & (B) and are subjected to several spectroscopic analysis for their characterisation.
Compound (A) was also isolated as white powder whose mass spectral data. Corresponds to its molecular formulae C 29 H 50 O UV band l max = 25.5 nm revels the -OH chromophoric group. As it give positive test for steroid, so compound must containing sterol nucleus. Antimicrobial assay of methanolic extract of leaves of the plant exhibit higher antimicrobial activities at 120 mg/ml conc. extract against p. gingiralis (15.3 nm) as compared to reference antibiotic. Antimicrobial activities against other test organism is very less in comparision to reference antibiotic.
CONCLUSION
The methanolic extract of leave of the plant (in tropical conditions of Mithilanchal, Bihar, India) reveal the presence of phytochemicals like alkaloids, flavonoids, tannins, saponins, cardiac glycosides, steroids, terpenoids etc.
The secondar y metabolites shows pharmacological activity such as Antimicrobial.
The two isolated compounds were characterised by spectroscopic techniques which revealed the structure of compound A as-stigmosterol and compound B as Tritriacontane
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